Improved Manual Spectrophotometric Procedure for

Determination of Serum Triglycerides Sidney P. Gottfried and Bernard Rosenberg
We have modified the procedure of Levy Standards -0.5 ml Heptane 2.0 ml 2.0 ml 2.0 ml Isopropanol 3.5 ml 3.0 ml 3.5 ml Sulfuric acid 1.0 ml 1.0 ml 1.0 ml
Materials and Methods
Reagents
Mix with a vortex-type mixer for 30 a and allow the phases to separate without centrifuging.
Saponification, oxidation and color development 1. To 0.4 ml of the heptane (upper) layer from the extraction procedure, add 2 ml of isopropanol and one drop of KOH (6.25 mol/liter).
2. Mix well, stopper, and incubate at 70#{176}C for 10 mm. 3. Add 0.2 ml of the sodium metaperiodate reagent and 1 ml of the acetylacetone reagent.
4. Mix well, stopper, and incubate at 70#{176}C for 10 mm. 5. Let the mixture cool at room temperature for about 3 mm.
6. Pour the contents of each tube into 10 X 75 mm curvets, and read the absorbance, while the mixture is still warm, on a Coleman Jr. colorimeter at 425 nm.
Calculations. The standard curve is prepared by plotting the concentration of standard vs. absorbance.
Results
The calibration curve is linear to 200 mg/dl. There is a slight deviation from linearity between 200 and 300 mg/ dl; it is about 5.0-8.5% at 300 mg/dl.
With this procedure, recoveries were measured with 10 sera (10 successive runs for each) to which triolein standard had been added. Recoveries ranged from 92-102%, with a mean of 94.5%. In Levy's procedure, glucose is not extracted. The only change we have made in the extraction procedure is to substitute heptane for nonane. As expected, adding as much as 400 mg of glucose to serum per deciliter did not affect the results for triglycerides.
Triglycerides were determined in 25 sera having normal values for total lipids, total cholesterols, and phospholipids. In each case, to the best of our knowledge, the patient had been fasting for 10-12 h. In addition, the use of a higher temperature (70 #{176}C instead of the 50-60 #{176}C used by Levy) results in higher absorbance readings being obtained on the final homogeneous solution. 
